: Nvj1 is not involved in bulk autophagy. The indicated strains transformed with a plasmid expressing Pgk1-GFP were grown to mid-log phase in SD medium and starved for 4 hours in SD-N medium where indicated. Cell extracts were prepared by TCA precipitation. Pgk1-GFP cleavage was monitored by anti-GFP western blotting. One representative experiment out of two is shown.
: vac8∆ mutants are defective in autophagosome-vacuole fusion. Vacuoles were isolated from Vph1-mCherry atg15∆ or Vph1-mCherry atg15∆vac8∆ cells and incubated with autophagosomal fractions prepared from GFP-Atg8 vam3∆ cells and an energy regeneration system for 2 hours. Apyrase was added to deplete ATP where indicated. Fusion was monitored by fluorescence microscopy and judged by the appearance of a mobile green dot in the vacuole. Shown are stills of a 20 second time-lapse video (see also Figure 3E and 3F).
Figure S3
: Acylation of Vac8 is required for its vacuolar localization and function in autophagy. Figure S4 : The C-terminus of Atg13 interacts with Vac8. (A) Vph1-mCherry atg13∆atg19∆vac8∆ cells carrying a plasmid expressing t-Atg13C-BFP (Atg19 -Atg13 (567-738) -BFP) and either -GFP), Vac8-GFP or an empty plasmid were grown to mid-log phase in in SD medium and starved for 1 hour in SD-N medium. Representative fluorescence images are shown (see also Figure 7A and 7B). (B) Profile plots showing Vac8-GFP signal enrichment along yellow lines in (A). For each channel intensities along the indicated lines were measured and normalized to the channel maximum and minimum values. (C) Indicated strains transformed with a plasmid expressing Vph1-mScarlet, Vph1-mScarlet-Atg13M , overexpressed Vph1-mScarlet-Atg13M (269-520) (OE), Vph1-mScarlet-Vac8∆N or an empty vector were grown to mid-log phase in SD medium and starved for 4 hours in SD-N medium where indicated. Pho8∆60 alkaline phosphatase activity was measured in three independent experiments. The values of each replicate (circles) and the mean (bars) were plotted. All values were normalized to the mean Pho8∆60 alkaline phosphatase activity of wild type cells expressing Vph1-mScarlet. (D) pho8∆60 vac8∆ cells transformed with a plasmid expressing Vph1-mScarlet, Vph1-mScarlet-Atg13M , overexpressed Vph1-mScarlet-Atg13M (269-520) (OE) or Vph1-mScarlet-Vac8∆N were grown to mid-log phase in SD medium and starved for 1 hour in SD-N medium. Representative fluorescence images are shown. DIC, differential interference contrast. 
